A novel HhaI RFLP was found in the H19 gene (HI9) located to 11p15.5 and its allele frequency was estimated in the Japanese to be 0.64 for alMea and 0.36 for allele b.
Genomic DNAs from 50 Japanese individuals (25 males and 25 females) were amplified by polymerase chain reaction (PCR) followed by HhaI digestion and electrophoresis.
Primers for PCR. A primer set designed by Rainer et al. (1991) as H195, 5'-TACAACCACTGCACTACCTG-3', and H196, 5'-TGGAATGCTTGAAGGCTG-CT-3'.
PCR condition. 100 ng of genomic DNA was amplified with 50 pmol of each primer in 50 ~1 reaction mixture (10 mM Tris-C1, pH 8.4/1.5 mM MgCI~/50 mM KC1/250 /~M of each dNTPs/3 units of Taq polymerase). Denaturation at 94~ for 1 rain, annealing at 60~ for 1 min, and extention at 72~ for 2 rain for 30 cycles. Digested PCR products were electrophoresed on 6~ polyacrylamide gel (PAG) in 1 x TBE buffer, then stained with ethidium bromide.
Polymorphic and constant DNA fragments. A two allele RFLP with 386 bp fragment (allele a) and 346 bp+40 bp fragments (allele b), and 3 constant fragments (129 bp, 84 bp, and 56 bp).
Allele frequency. 0.64 for allele "a" and 0.36 for allele "b". PIC=0.35. Expected frequency of genotypes, a/a, a/b, b/b, was 0.41, 0.46, and 0.13, respectively. Observed frequency of each genotype was 0.60, 0.32, and 0.08, respectively. This RFLP segregated in Mendelian inheritance.
Comments. H19 is paternally imprinted (the paternally-derived allele is inactive), and the imprinting is inverse to that of IGF2 located near H19. As two RFLPs, an AluI RFLP and an RsaI RFLP (Zhang and Tycko, 1992) have been known, the present RFLP is the third one in H19. Since these RFLPs sites are localized within exon 5 of H 1 9 and they segregate independently, they are useful for imprinting studies of the gene.
